M A N U S C R I P T A C C E P T E D ACCEPTED MANUSCRIPT
Metabolic differences between cold stored and machine perfused porcine of 100 mM and a final DSS concentration of 500 µM. After mixing, the 600 µL 149 samples were pipetted into 5mm NMR tubes, sonicated and centrifuged. 150
Technical replicates of samples (x3) were prepared for each timepoint. 151 M A N U S C R I P T
A C C E P T E D ACCEPTED MANUSCRIPT
For cell extract studies, 500mg of renal cortex was manually cryo-153 homogenised in liquid nitrogen. 5.1ml of both methanol (-80°C) deemed to be present if they exhibited non-ambiguous spectral patterns or 167 their presence deemed biologically plausible and confirmed on ultra 168 performance liquid chromatography mass spectrometry. Any metabolites that 169 were present in different concentrations in the SCS and HMP fluid (e.g. 170 glucose, gluconate, mannitol, adenine, adenosine etc.) were excluded from 171 comparative analysis. Metabolite quantifications were corrected to allow for 172 sample dilution with sample buffer. When determining concentrations of 173 metabolites using Chenomx, the researchers were blind to the storage group. system compared with controls (all p<0.05) (table 1) (Fig 1, Fig 1(Suppl) ). 203
There were significantly more metabolites with a net increase in the HMP 204 system (13/14) compared with the SCS system (7/14) (p=0.033). perfusion and therefore may be in part due a metabolite washout 242 phenomenon, there was an increase in most metabolites over sequential 243 timepoints as would be expected with on-going production (fig 2a-c) . 244 245 For some metabolites, the total system amounts for HMP and SCS kidneys 317 were comparable to the controls, suggesting that either de novo production 318 does not occur during the 24 hour preservation or that consumption mirrors 319 production (table 1 supplementary) . However, for metabolites with similar total 320 amounts, the compartment in which they were located varied per metabolite. 
